The objective of this study was to investigate the potential association between air pollutants and respiratory diseases (RDs). Generalized additive models were used to analyze the effect of air pollutants on mortalities or outpatient visits. The average concentrations of air pollutants in Hangzhou (HZ) were 1.6-2.8 times higher than those in Zhoushan (ZS), except for O 3 . In a single pollutant model, the increased concentrations of PM 2.5 , NO 2 , and SO 2 were strongly associated with deaths caused by RD in HZ, while PM 2.5 and O 3 were associated with deaths caused by RD in ZS. All air pollutants (PM 2.5 , NO 2 , SO 2 , and O 3 ) were strongly associated with outpatient visits for RD in both HZ and ZS. In multiple pollutant models, a significant association was only observed between PM 2.5 and the mortality rate of RD patients in both HZ and in ZS. Moreover, strong associations between SO 2 , NO 2 , and outpatient visits for RD were observed in HZ and ZS. This study has provided evidence that both the mortality rates and outpatient visits for RD were significantly associated with air pollutants. Furthermore, the results showed that different air pollutant levels lead to regional differences between mortality rates and outpatient visits.
. Hangzhou (HZ) (between 119.982-120.388°E and 30.082-30.398°N) is one of the largest cities in the Yangtze River Delta (YRD) region, which is considered as one of the most rapidly developing regions in China. As a result of urbanization and industrialized processes, HZ has severe air pollution like many Chinese cities [11] [12] [13] . Several studies have been conducted on the detrimental effects of air pollution on residents' health in HZ 2, 14, 15 as part of nationwide investigations on China's air pollution and the resulting health effects. However, most research on air pollution and respiratory diseases has been carried out in heavily polluted areas, so comparisons with other less polluted areas are lacking. Therefore, the city of Zhoushan (ZS) (between 121.932-122.257°E and 29.658-30.186 °N), an island city with the best air quality in the region 16 , was selected as a comparison region to quantify the effect of air pollution on residents in a less polluted area.
The objective of this study was to assess the effects of air pollutants such as PM 2.5 , SO 2 , NO 2 , and O 3 on the mortality rates of respiratory disease (RD), including one subcategory of RD, chronic obstructive pulmonary disease (COPD), and on hospital outpatients with RD in two cities with high and low levels of air pollution.
Results
During the study period, the average concentrations of the air pollutants PM 2.5 , SO 2 , NO 2 , and O 3 in HZ and ZS were 60.12, 17.25, 49.54, and 92.17 μg/m 3 and 31.28, 6.14, 22.93, and 93.32 μg/m 3 , respectively. The average concentrations of the air pollutants in HZ were 1.6-2.8 times higher than those in ZS (P < 0.01), except for O 3 (P > 0.05) ( Table 1 ). Table 2 shows that the correlations between the air pollutants and meteorological factors had a similar pattern for HZ and ZS. The average daily mortality counts for RD and COPD in HZ and ZS were 7.50 and 2.99 and 4.57 and 1.53, respectively. The daily outpatient counts in HZ and ZS of adult and child patients averaged 416.66 and 229. 19 and 78.89 and 53.44, respectively (Table 3) . Air pollutants, meteorological factors, and outcomes also showed a seasonal trend (Supplementary Figs S1, S2, and S3).
The associations between mortalities or outpatient visits and air pollutants were adjusted for potential confounding factors in single-pollutant models as presented in Table 4 and Supplementary Tables S1 and S2 . An increase of 10 μg/m 3 of air pollutants was significantly associated with the following: The ER of mortality of RD increased by 0.99 (95% CI: 0.03-1.95) for PM 2.5 Table 4 . The effects of air pollutants on mortalities and outpatients for the multiple-pollutant model are presented in Table 5 . In this model, PM 2.5 , SO 2 , NO 2 , and O 3 were included, and the lag days were selected based on the results of the single-pollutant model (Table 3) . After adjusting for other air pollutants, PM 2.5 in HZ was significantly associated with the mortality rates of RD and COPD, particularly with the mortality rates of COPD in both males and females. The effect was slightly enhanced compared to the results of the corresponding single-pollutant model. In HZ, NO 2 was significantly associated with the mortality rates of COPD; meanwhile, in ZS, O 3 was significantly associated with the mortality rates of RD, especially RD mortalities in females. In both cases, the effects were slightly lower compared to the corresponding single-pollutant models. For outpatient visits of individuals with RD, SO 2 and NO 2 were significantly associated with outpatient visits of adults and children in both HZ and ZS; only PM 2.5 was significantly associated with outpatient visits of children in HZ. The effects were slightly lower in comparison to the single-pollutant models. In HZ, O 3 was significantly associated with adult outpatient visits; this association was negative in the single-pollutant model but positive in the multiple-pollutant model.
With respect to gender (Table 5 and Supplementary Table S3 ), the ER values for the mortality rates of COPD as a result of PM 2.5 concentrations in the atmosphere were higher for females than males in HZ. These patterns were also observed in the mortality rates of RD stemming from O 3 in ZS; however, an opposite trend was identified for the mortality rates of COPD stemming from PM 2.5 in ZS. Seasonal differences in air pollutants were also observed between HZ and ZS and likely affect the rates of RD and COPD (Supplementary Table S4 ).
Discussion
During this study, the different impacts of air pollutants on respiratory mortality rates and outpatient visits were evaluated and compared between HZ and ZS, which have distinct air pollution levels. In particular, SO 2 and NO 2 were strongly associated with respiratory mortality rates and outpatient visits in HZ, and the concentrations of SO 2 and NO 2 were about 2.81 and 2.16 times higher, respectively, in HZ than in ZS. Moreover, O 3 appeared to play a more important role in respiratory mortality rates and outpatient visits in areas with a lower level of air pollution than in areas with a higher level of air pollution.
Because of rapid economic development, HZ has become one of the most heavily air-polluted cities in China. The results of the multiple-pollutant model in this study showed that RD increased 1.29% per 10 μg/m 3 increase in [20] [21] [22] [23] [24] . Previous studies on exposure to SO 2 and RD have not reached a coherent conclusion. However, a positive association between SO 2 exposure and RD has been reported by several groups. A cross-case study showed that an increased number of asthma episodes was associated with elevated exposure to SO 2 emitted from refinery factories 25 . Another study indicated that children living near a petrochemical site had a higher prevalence of respiratory hospitalizations and symptoms 26 . In contrast, no associations or only moderate associations between SO 2 exposure and RDs have been reported in other studies. A cross-sectional study in Taiwan showed that the prevalence rate of sinusitis, wheezing, asthma, allergic rhinitis, bronchitis, and pneumonia were not significantly higher in children exposed to a high level of SO 2 27 . Similarly, another study showed no association between SO 2 concentrations and emergency room visits 28, 29 . One possible explanation for these inconsistent results may involve the regional differences in air pollution levels and the diverse compositions of air pollutants. Therefore, to reduce the influence of regional differences in the association between SO 2 exposure and RD, the present study investigated two cities in the same province: HZ, which has severe air pollution, and ZS, which has mild air pollution. A significant association between COPD mortality rates and SO 2 was only observed in HZ in the single-pollutant model, whereas no positive correlations were found in ZS. However, outpatient visits for RD were strongly associated with SO 2 exposure in HZ and ZS for both adults and children; this association was stronger in ZS than in HZ, even though the concentration of SO 2 was 2.81 times higher in HZ than in ZS. These results indicate that Table 4 . Excess Risk of respiratory mortalities and outpatients per 10 μg/m 3 increase of air pollutants in both cities with best lag: single-pollutant model. the association between SO 2 and outpatient visits for RD may also depend on individual sensitivity, which could partially explain the inconsistent results of previous studies with respect to the influence of SO 2 on RDs. The adverse effects of PM 2.5 on human health have attracted increasing public attention. Studies conducted in Xi'an and Guangzhou, two industrialized cities in China, reported that an increase in mortality rates was significantly associated with an increase in PM 2.5 concentrations 18, 30 , which would also suggest a significant impact on RD. In the present study, the mortality rates of RD and COPD in males were associated with a 10 μg/m 3 increase in the concentration of PM 2.5 in both HZ and ZS, which is consistent with the results of previous studies; however, the association was stronger in ZS, which had a lower concentration of PM 2.5 , than in HZ, which had a higher concentration of PM 2.5 . This may be explained by differences in sample sizes, climates, lifestyles, etc.
Studies in the Pearl River Delta region of Southern China and in Shanghai reported that O 3 exposure was also associated with mortality risks 31, 32 . In the present study, the mortality rates of RD were significantly associated with O 3 in both males and females in ZS, while no association between the mortality rates of RD and O 3 was observed in HZ. It seems that the effects of O 3 on mortality rates could be attenuated by other air pollutants, which is partially supported by the correlation coefficients of the analyzed air pollutants in the present study.
In addition, NO 2 , another principal air pollutant in China, was reported to be linked to deaths from RD 33 . The present results showed that NO 2 was associated with deaths from COPD in HZ but not in ZS; however, there was a significant association between outpatient visits for RD resulting from NO 2 pollution in both HZ and ZS. These results are consistent with the findings for SO 2 , indicating that some air pollutants may need to reach a specific threshold to cause adverse effects on human health.
The present study has several strengths. First, the investigations were conducted in two cities with different levels of air pollution in the same province. Second, the number of outpatient visits as well as mortality rates was used to analyze the effects of air pollutant levels on human health. Third, four high-ranking air pollutants were selected to investigate the relationship between air pollution and RD. Table 5 . Excess Risk of respiratory mortalities and outpatients per 10 μg/m 3 increase of air pollutants in both cities: multiple-pollutant model. * P < 0.05, ** P < 0.01 (Excess Risk is adjusted for temperature, relative humidity and atmospheric pressure, day of week, time trend and other pollutants for mortality and hospital data, and public holiday only for hospital data); a Excess Risk (95% confidence interval); b RD in adults; c
The limitations of the analysis should also be noted. One limitation of our study was that although the hospitals included in this study were the pulmonary hospital in HZ and the largest hospital in ZS, some patients may have visited other hospitals. Therefore, additional hospitals should be included in future studies. Another limitation was that RD outpatients were not divided into more detailed subgroups including acute upper respiratory tract infections, COPD, pneumonia, etc., so the responses of different types of RD to air pollutants could not be investigated in our study. The effects of air pollutants on subgroups of RD should be further investigated in future studies.
Conclusions
In summary, a significant association between air pollutants and RD was found both in terms of mortality rates and outpatient visits. Also, the different air pollutant levels in HZ and ZS lead to regional differences in mortality rates and outpatient visits. In line with previous studies, these results suggest that the government should accelerate the implementation of environmental protection policies to improve the quality of life of its citizens.
Materials and Methods
Air pollution and meteorology data. Concentrations of PM 2.5 , SO 2 , NO 2 , and O 3 were collected between 1 January, 2014 and 31 December, 2015, from eight environmental monitoring stations in urban areas of HZ and from one environmental monitoring station in an urban area of ZS. Daily mean temperature, relative humidity, and atmospheric pressure measurements were provided by the Zhejiang Meteorological Administration. Twentyfour-h means were used for all air pollutants except O 3 , which is conventionally measured at a maximum interval of 8 h. The locations of the stations are shown in Fig. 1 Mortality data. The mortality records for RD in HZ and ZS during the study period were obtained from the local mortality register of the Zhejiang Provincial Center for Disease Prevention and Control. These records were encoded using the 10 th revision of the international classification of diseases and related health problems (ICD-10) 34 and included the dates of mortality, ages, genders, and addresses of deceased patients.
Hospital outpatient data. Outpatient data for RD were obtained between 1 January, 2014 and 31
December, 2014, in one tertiary hospital located in HZ and another located in ZS. The data obtained from these hospitals are geographically representative because patients in these hospitals generally reside in the corresponding local areas. These data were also encoded using ICD-10. Patients who visited either the same doctor or multiple respiratory doctors more than once within 15 days were excluded from the data. The locations of the hospitals are provided in Fig. 1 Data analysis. The diseases were categorized as RD (ICD-10 codes J00-99) or COPD (ICD-10 codes J40-44).
The mortality data were divided into two gender groups, male and female, and two age groups, <65 years (non-elderly) and ≥65 years (elderly), as most deaths occurred in the elderly. Because of the relatively low daily mortality rate in the <65 years age group, the effect of air pollutants on mortality rates for this age group was not analyzed. The outpatient data were divided into two groups, RD in adults (age > 18) and RD in children (age ≤ 18). Patients younger than 18 years often visit pediatric clinics in China, so data from both adult and pediatric clinics were used. The whole year was divided into two seasons, a warm season (April to September) and a cold season (January to March and October to December), according to the seasonal characteristics of HZ and ZS. Only the mortality records that included current residential addresses within the range of the above mentioned stations were analyzed. These data from records were examined along with the mean concentrations of air pollutants from all stations according to city and date. The distance from each hospital to the stations was determined using the SoDA package in R. The data collected from stations within 10 km 35 of each hospital were averaged. The Zhaohuiwuqu and Zhejiangnongda stations were paired with the hospital in HZ; the Linchengxinqu station was paired with the hospital in ZS (Fig. 1) . For all analyses, the level of significance was set at P < 0.05. The descriptive statistics and correlations were calculated for mortalities, outpatient visits, air pollutants, and meteorological factors using the SAS 9.2 software (Cary, NC, USA). The t test was used to compare the continuous variables, and the Spearman correlation was used to evaluate the correlations among the air pollutants and the meteorological factors.
The associations between the mortalities of outpatients and air pollutants were adjusted for meteorological factors, days of the week, public holidays, time trends, and seasonality and were estimated using generalized additive models (GAM) 36 in the MGCV packages in R vision 3.3.1. The weather conditions, including daily mean temperature, relative humidity, and atmospheric pressure, were controlled using natural spline smoothing functions. The adjustments for time trends and seasonality were made using natural spline smoothing functions of time. The degrees of freedom (df) for the functions were determined via generalized cross validation (GCV) 37 . In addition, dummy variables were used for days of the week and public holidays to control for potential confounding factors. To control for any lag effect, the concentrations of air pollutants on the current day (lag0) and the previous six days (lag1-6) were incorporated into the model. The best time lag model was selected according to the minimum P values; only single lag models were considered. Using residual plots and partial autocorrelation function (PACF) plots in the TSA packages in R vision 3.3.1, the residual models were examined to determine the presence of autocorrelations where Y t is the number of daily respiratory mortalities or outpatients at day t; E(Y t ) is the expectation of the Poisson distribution of Y t ; α is the intercept; Z t−i is the concentration of air pollutants in lag(i) day, i = 0 to 6; β is the regression coefficient; ns (time, df) refers to the natural spline smoothing functions of the day of study (df = 2 × 2); ns (X t , df) refers to the natural spline smoothing functions of meteorological factors, such as daily mean temperature (df = 3), relative humidity (df = 3), and atmospheric pressure (df = 3); DOW represents the dummy variables for the day of the week; and holiday is the dummy variable for public holidays, which was only used in the model for outpatient visits. The significant differences between the values of the ER of the group variables (e.g., male and female) were determined by calculating the 95% CI as follows: 
